Site directed Mutagenesis: Forward en reverse primers containing the desired mutations were created. A mixture containing template DNA, 1x Pfu buffer, 20mM dNTPs, 0.6µM forward primer, 0.6µM reverse primer, 1µl Turbo Pfu Polymerase filled to 50µl with DEPC was amplified using the following program: 95°C 2min; (95°C 30s; 52°C 30s; 68°C 13min + 2min/Kb) x 20 cycles; 68°C 20min; 4°C forever. 20µl amplified product was incubated with 2µl DpnI (Thermo scientific) for 4hrs at 37°C to digest the template DNA. The mutated DNA was transformed into DH5α using 2xYT medium to increase the amount of the mutated constructs.
siRNA transfection: Sequences of the siRNA oligos targeting RNF26 used in this study are given in the table below. In all cases siRNF26_1 was used unless otherwise indicated. For rescue experiments, siRNF26 3'UTR was used. Gene silencing was performed in a 24 well plate using 50µl siRNA (500nM stock) mixed with 0.75µl DharmaFECT1 #1 (Dharmacon) diluted in 49.25µl
IMDM. Transfections performed in other dish/well volumes were scaled up according to media volume appropriate for standard culturing. In case of double or triple siRNA transfections a final concentration of 50nM in a 1:1 (or 1:1:1) ratio of the different siRNA duplexes was used. The mixture was incubated for 20min on a shaker followed by the addition of 28,000 MelJuSo cells in IMDM and cultured for three days at 37°C and 5%CO2 before analysis. Non-targeting siRNA (siCTRL, D-001206-13-20, Dharmacon) was used as a negative control. RNF26 interacting proteins EPS15, TAX1BP1, TOLLIP, SQSTM1 and USP15 were silenced using siRNAs from the siGenome SMARTpool library (Dharmacon).
Gene siRNA sequence (sense)
RNF26_1 (siGENOME D-007060-17) GAGAGGAUGUCAUGCGGCU RNF26_2 (siGENOME D-007060-04) GCAGAUCAGAGGCAGAAGA RNF26 3'UTR (Custom, Thermo Sci) CAGGAGGGAUAACCGGAUUUU DNA transfections: MelJuSo, HeLa and RKO cells seeded in a 12-well plate were transfected using Effectine (Qiagen, 301427), according to manufacturer's protocol or using Extremegene HP (Roche): 100µl IMDM medium was mixed with 3µl Extremegene HP and 1µg DNA. After 30min, the mix was added to the MelJuSo cells and cultured for one day at 37°C and 5% CO2 before analysis. HEK293T cells seeded in a 6-well plate were transfected using PEI (Polyethylenimine, 23966, Polysciences Inc.). 100µl IMDM medium was mixed with 6µl PEI and 2µg DNA. After 30min, the mix was added to the HEK293T cells and cultured for one day at 37°C and 5% CO2 before analysis.
EGFR degradation:
Ligand-mediated turnover of EGFR was assayed as previously described (Berlin et al, 2010 ) using 20ng/ml EGF. Receptor abundance at each indicated time-point following stimulation was quantified relative to Transferrin receptor and expressed as a fraction of EGFR at t=0 for each condition. Receptor phosphorylation was expressed relative to the maximal activation achieved in control cells (siC).
Ubiquitination: HEK293T cells were lysed for 30 min in 0.5%TX100 lysis buffer containing 50mM Tris-HCl pH7.5, 150mM NaCl, 5mM EDTA, 0.5%TX100, freshly added 10mM NMM (DUB inhibitor diluted in DMSO) and protease inhibitors (Roche Diagnostics, EDTA free).
Supernatants were frozen at -80 o C, thawed and sonicated (Branson Sonifier 250, 3 pulses, Duty
Cycle=50%, Output=7). After spinning (10 min at 12,000g), we incubated the lysates with antibody-coupled Protein G4 fast flow (GE Healthcare) for one hour. Beads were washed four times in 0.5%TX100 containing lysis buffer before addition of Laemmli Sample Buffer (containing 5% β-mercaptoethanol) followed by 5 min incubation at 95°C. Proteins were separated by SDS-PAGE (8% acrylamide gel), transferred to nitrocellulose membranes and detected by antibodies. Li-Cor fluorescent dyes were used as secondary antibodies and detected by an Odyssey Classic imager (Li-Cor).
Confocal Microscopy: For fixed samples, cells were fixed in PBS/3.75% formaldehyde (acidfree, Merck), permeabilized with PBS/0.1% TritonX-100 (T8787, Sigma) and blocked with PBS/0.5% (v/v) bovine serum albumin (BSA, A8022, Sigma) or PBS/5% (w/v) milk powder (Skim milk powder, LP0031, Oxiod). Cell were stained using desired antibodies diluted in PBS/0.5% bovine serum albumin or PBS/5% milk. Cells were mounted using ProLong Gold antifade Mountant with DAPI (P36941 Life Technologies) or Vectashield (Vector Laboratories).
Samples were imaged using a Leica SP5 microscope with appropriate filters for fluorescence detection. Pictures were taken using a HCX PL 63x 1.32 oil objective and 1-4 digital zoom as applicable. Hoechst was excited at λ=405nm and detected at λ=416-470nm; Alexa-488 was excited at λ=488nm and detected at λ=500-550nm. Alexa-568 was excited at λ=561nm and detected at λ=570-621 nm; Alexa-647 was excited at λ=633nm and detected at λ=642-742nm. Zstacks were imaged with a z-step size of 1.0µm and visualized as max z-projection and 90 o using the LAS-AF images software 3D projection tool and the orthogonal sectioning respectively.
Quantification Confocal images:
To calculate fractional distances fluorescent intensities along multiple line ROI (assessed by using the line profile tool of LAS-AF) were normalized to median and background pixels were excluded from the analysis by determining the signal-treshold.
Distances corresponding to the remaining (vesicular) pixels relative to the maximum distance were plotted as fractional distance in a dot-plot graph. Co-localization was quantified using ImageJ (LOCI and JACoP plug-in) determining the Manders coefficient (displayed as protein A:
protein B = amount of protein A overlapping with protein B). Life cell imaging analyses were performed using a Leica SP5 microscope. Vesicle tracking was performed using TrackMate for Fiji (Vesicle diameter = 1µm; thresholds and other parameters were chosen as appropriate based on control samples within each experiment). Cell Profiler (2.1.1) was used for automated image analysis using DAPI and RaHC as nuclear and cytosolic markers respectively. For statistical analysis, p-values were determined using Student's t test or one-way ANOVA. 
